[Abstract] We have developed a 2D heterotypic co-culture technique between fibroblasts and cancer cells that enables the study of the stromal reaction. For such, stromal cells are seeded and cultured immediately around a tumour cell line, and the cells establish cell-cell contacts, as well as a gradient of soluble factors throughout the stromal cells, similar to that found in tissues. Thus, this system also enables the researcher to distinguish between events that are caused by direct cell-cell contact and secreted factors.
Note: Upon the removal of the O-ring the investigator can ascertain the O-ring area is cell-free, which is an indication that there was no cross-contamination between cell lines. Over the next
www.bio-protocol.org/e2131 5. Negative controls must be done for immunostaining experiments. These were done in our set of experiments by omitting the primary antibody. Coverslips are examined using scanning confocal inverted microscope (Zeiss LSM510) and fluorescence quantified using a LSM image browser.
Data analysis
This method has previously been used to analyse the prostate and colorectal stromal reaction (Coulson- Thomas et al., 2010 and 2011) . In these studies the extracellular matrix (ECM) production was analysed in the fibroblast only region, cancer cell only region and interface which contained both the fibroblasts and cancer cells. The interface containing both fibroblasts and cancer cells can be viewed in Figure 2 . The ECM was analysed by immunocytochemistry using a range of antibodies against different ECM components. We repeated the experiments at least three times in triplicates which yielded statistically significant results, with the Student's t-test using the Prism-GraphPad software.
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